We expressed luciferase (RLuc) from Renilla reniformis in Escherichia coli. RLuc was purified using a Ni-NTA column and subsequently characterized. It was unstable in acidic solutions and at 30°C. To increase the stability of RLuc, the Rluc gene was randomly mutated using error-prone polymerase chain reaction. E. coli harboring the mutated gene was screened by detecting luminescence on a plate containing the substrate coelenterazine at 34°C. Three mutants, i.e. N264SS287P, N178D and F116LI137V, were obtained. The solubilities and specific activities of these mutants were higher than those of the wild type. Furthermore, the N264SS287P mutant maintained stability at a temperature approximately 5°C higher than that of the wild type, while denaturation of the F116LI137V mutant started at a temperature that was 5°C lower than the wild type, and ended at a temperature that was 7°C higher. We examined the obtained mutations using thermal shift assays and a computer program Coot in this study.
Introduction
Luciferase (Luc) can be isolated from various sources and is used as an imaging probe in biological research by fusing to the desired protein. Luc from Photinus pyralis (firefly luciferase) (PLuc) is widely employed as a reporter protein (Contag et al., 1997) . Other Lucs that have not been used as frequently have different emission spectra depending on their sources, and have recently been isolated from Metridia longa, Gaussia princeps and Cypridina noctiluca (Verhaegent and Christopoulos, 2002; Markova et al., 2004; Yamagishi et al., 2006) . Thus, the preparation of various luciferases as research tools has become possible now that assay methods, e.g. dual assay, are available.
Luc from Renilla reniformis (RLuc) is also one of the frequently used Luc to be studied and be improved, similar to PLuc (Matthews et al., 1977b; Loening et al., 2006) . RLuc is a membrane-binding intracellular protein that results in specialized light-emitting cells along with a closely interacting green fluorescent protein (RrGFP) and Ca 2+ -activated luciferin-binding protein in vivo, and only requires molecular oxygen and coelenterazine, but not ATP for luminescence in vitro. The molecular weight of RLuc is 36 kDa, which is approximately two times smaller than that of PLuc (Matthews et al., 1977a , Lorenz et al., 1991 . Previous studies have indicated that Rluc may be a better reporter protein than PLuc. However, the bioluminescence activity of commonly used RLuc is too labile in serum to permit some applications. The RLuc mutant (Rluc8) was screened using a consensus sequence-driven strategy, and the results obtained showed that it was 200-fold more resistant to inactivation in murine serum and its light output was 4-fold higher than the wild type. Furthermore, the structure for Rluc8, a luciferase that utilizes coelenterazine as a substrate, was clarified for the first time, demonstrating a typical α/β-hydrolase folding at 1.4 Å resolution (Loening et al., 2006; Loening et al., 2007) . To further extend the application of RLuc, we attempted to engineer and characterize thermostable RLuc mutants by random mutation using error-prone polymerase chain reaction (PCR) in the present study. These mutants were successfully obtained and their solubilities and stabilities were higher than those of the wild type. The relationship between thermal stability and structure was deduced by thermal shift assays and modeling using a computer program Coot (Emsley and Cowtan, 2004) .
Materials and methods

Strains and medium
Escherichia coli JM109 and E. coli BL21 Star (DE3) were used for DNA manipulation and protein expression, and were cultured in LB-ampicillin (100 mg/ml). LB-ampicillin containing 0.4% glucose was used to preculture the transformant-harboring pET-derived vectors (Novagen).
Expression and purification of RLuc
The RLuc gene was amplified using a template pRL-TK vector (Promega) by PCR. The RLuc gene with the NdeI and BamHI sites was cloned to NdeI/BamHI digested-pET15b (Novagen) to construct pETluc. Its sequence was confirmed using the ABI PRISM 3100 Genetic Analyzer (Applied Biosystems). E. coli BL21 Star (DE3) harboring pETluc was grown in LB-ampicillin containing 0.4% glucose at 37°C overnight and the 1% culture was added to 100 ml LBampicillin. After the culture reached an OD600 reading of 0.8 at 18°C, synthesis of the protein was induced overnight by the addition of 0.2 mM isopropyl-1-thio-β-D-galactopyranoside (IPTG). The cells were collected by centrifugation and then 50 mM Na-phosphate buffer (pH 7.5) was added. The suspension was sonicated on ice and the supernatant, after centrifugation, was applied to a Ni Sepharose 6 Fast Flow (3 ml; GE healthcare) column and eluted stepwise with 50 mM Na-phosphate buffer (pH 7.5) containing 15, 50 and 250 mM imidazole (Ishibashi et al., 2004) . The 250 mM imidazole fractions were collected. The sample was dialyzed against 15 mM Tris-HCl buffer (pH 7.8), 1 mM EDTA and 0.2 M NaCl to remove imidazole and then stored. Sample purity was confirmed by sodium dodecyl sulfate (SDS)-polyacrylamide gel electrophoresis (PAGE) on a 14% gel in accordance with the method of Laemmli (1970) . The amount of protein was measured using the BCA method as described by Smith et al. (1985) .
RLuc activity assay
RLuc activity was measured using the Luminescencer-PSN AB-2200 (ATTO) in accordance with the method of Matthews et al. (1977b) .
Five µl of the sample (0.4 ng) was added to 295 µl of the reaction mixture, 0.1 M potassium phosphate buffer (pH7.6) containing 100 pmol coelenterazine (Promega) or coelenterazine h (2-deoxy derivative of native coelenterazine) (Promega), 0.5 M NaCl and 1.0 mM EDTA-2Na. The reaction mixture was incubated at 25°C for 10 s. The total counts were shows as bioluminescence activity.
Characterization of RLuc
RLuc stability for pH and storage was determined by assaying its bioluminescence activity. RLuc samples (0.01-0.9 mg/ml) were incubated at 4 or 30°C for 7 days. The samples were assayed daily for storage stability. Its activity before the incubation was presented as 100%. RLuc samples (0.4 mg/ml) were dialyzed overnight against Na-acetate buffers, pH 5.0-6.0, Na-phosphate buffers, pH 6.0-7.0, Tris-HCl buffers, pH 7.0-9.0 or glycine-NaOH buffers, pH9.0-11.0. After dialysis, the samples were assayed for pH stability. Bioluminescence activity in Tris-HCl buffer, pH 8.0, was presented as 100%.
Random mutagenesis of luciferase
The RLuc gene of pETluc was randomly mutated by error-prone PCR using the forward primer 5′-gTgCCgCgCggCAgCCATATg-3′ (the NdeI site was underlined), reverse primer 5′-CgggCTTTgTTAg CAgCCggATCCTTA-3′ (BamHI was underlined) and Gene Taq (NIPPON GENE) in the reaction mixture (10 mM Tris-HCl buffer, pH 8.0, 1 mM MgCl 2 , 50 mM KCl, 0.1% Triton X-100, 0.5 mM MnCl 2 and 5% dimethyl sulfoxide) (Ishibashi et al., 2007 and prepared as a mega primer for second PCR. Second PCR was performed using pETluc, the mega primer and Phusion DNA polymerase (NEB) in Phusion HF buffer. The PCR cycle performed was similar to that of error-prone PCR, except that the 34 cycles of the last cycle were changed to 12 cycles. To digest template pETluc, the sample was incubated at 37°C for 2 h with 20 U DpnI. After being purified, the sample was transformed to E. coli BL21 Star (DE3), which was then grown on an LB-ampicillin plate containing 0.4% glucose at 37°C.
Screening of the thermally stable RLuc mutant E. coli BL21 Star (DE3) harboring the plasmid including the mutated RLuc gene was transferred on an LB-ampicillin plate containing 0.2 mM IPTG. The plate was incubated overnight at 22, 30 and 34°C for RLuc expression and the membrane that was soaking in 15 mM Tris-HCl buffer, pH 7.8, 1 mM EDTA and 400 nM coelenterazine was placed on the plate. The detection of luminescence was analyzed by LAS-1000 (FUJIFILM). Colonies emitting luminescence at higher temperatures than those harboring wild type pETluc were isolated. After reproducibility was confirmed, the plasmid was extracted and sequenced using the ABI PRISM 3100 Genetic Analyzer (Applied Biosystems).
Thermal stability of luciferase mutants
The wild type and RLuc mutants (0.1 mg/ml) were dialyzed against 15mM Tris-HCl buffer (pH 7.8), 1 mM EDTA and 0.2 M NaCl and then heated at 30 to 55°C for 5 min. After heating, the samples were cooled, set on ice for 5 min, and then assayed for bioluminescence activity, as described previously. Activity at 4°C was presented as 100%.
The thermal shift assay (Applied Biosystems) is a thermaldenaturation assay that measures the thermal stability of a target protein. As the protein becomes denatured, the hydrophobic surfaces of the protein become exposed in the solution, thereby activating the fluorescence of the Rox dye. Thermal shift assays were performed using the StepOnePlus Real Time PCR System (Applied Biosystems). Purified RLuc (2 µg) was mixed with 2.5 µl 250-fold diluted dye (Applied Biosystems) and~20 ul 0.1 M potassium phosphate buffer (pH7.6) containing 0.5M NaCl and 1.0 mM EDTA-2Na, and was then heated from 20 to 80°C by increasing the temperature at intervals of 0.015°C/s.
Modeling and validation of R-Luc
Modeling of the wild type luciferase (WT-RLuc) and the mutant luciferase (MU-RLuc) were done using a computer program Coot (Emsley and Cowtan, 2004) and 3D structure of a mutant of RLuc (PDB ID: 2PSD) as the template. Since the structure of 2PSD involves eight point mutations (A55T, C124A, S130A, K136R, A143M, M185V, M253L and S287L), 2PSD was converted to the WT-RLuc model, and MU-RLuc model involving five point mutations (F116L, I137V, N178D, N264S and S287P) was subsequently constructed from the WT-RLuc model. In both the WT-RLuc and MU-RLuc modeling, amino acid mutations were placed so that dihedral angles of side chain are conserved. The structural fitness of side chain of the mutated residues was inspected using Rotamer analysis of a program Coot. Rotamer probabilities of the mutated residues in WT-RLuc and MU-RLuc models were above 82.9% (Table I) . Ramachandran analysis using a program Rampage (Lovell et al., 2003) was also used to validate the conformations of the WT-RLuc and MU-RLuc models.
Other methods
The amount of protein in the band stained with Coomassie brilliant blue after SDS-PAGE was measured using Scion Image software.
Results
Expression and purification of RLuc
E. coli BL21 Star (DE3) harboring pETluc was grown in LBampicillin containing 0.4% glucose overnight and the 1% culture was added to LB-ampicillin. The cells were grown to express RLuc at 18-37°C. After the culture, the localization of RLuc was confirmed by SDS-PAGE (Fig. 1) . When the cells were grown at 37°C, most RLuc was detected in the precipitate fraction. As the incubation temperature decreased, the amount of RLuc in the precipitate fraction gradually decreased, whereas that of RLuc in the supernatant fraction increased. We expressed to prepare RLuc samples in E. coli at 18°C. The supernatant fraction was purified using the Ni Sepharose 6 Fast Flow column and the 250 mM imidazole-eluted fractions were collected. RLuc appeared to be highly purified, at more than 95% purity, after a single Ni Sepharose 6 Fast Flow column chromatography step. We also confirmed DNA absence using agarose gel electrophoresis (data not shown). The yield of purified RLuc was approximately 5.8 mg/100 ml culture. When RLuc with the N-terminal extension sequence including hexa-His from pET15b (Novagen) was digested by thrombin, digested RLuc activity was approximately 130% higher than that of RLuc with hexa-His. However, RLuc with hexa-His was used in the present study because it was as stable as digested Rluc at 4°C for 8 days.
Characterization of RLuc
The storage and pH stabilities of purified RLuc were analyzed. A protein amount of less than 0.05 mg/ml was markedly destabilized at both 4 and 30°C, whereas more than 0.5 mg/ml was somehow stable at 4°C for 7 days (Fig. 2) . The storage of Rluc at −20°C decreased its activity because of freezing and thawing for the first time (data not shown). These results indicated that RLuc must be prepared at a concentration of higher than 0.5 mg/ml and stored at 4°C. RLuc was stable at pH 6-10, but not in acidic solution, e.g. pH 5, in which its activity was markedly decreased (Fig. 3) .
Screening of RLuc mutants from random mutagenesis
The RLuc gene obtained by error-prone PCR was used as the primer of PCR to introduce the mutation into the RLuc gene of pETluc. The PCR product was treated by DpnI to digest template pETluc and was then introduced into E. coli BL21 Star (DE3). The cells harboring the plasmid expressed the RLuc protein on LB-ampicillin plates containing 0.2 mM IPTG and RLuc was then directly analyzed on the plate using LAS-1000 by the reaction with coelenterazine. The cells that retained luminescence at higher temperatures were screened and the plasmid was extracted from the cells after reproducibility was confirmed. To identify the mutation, the plasmid was sequenced using the ABI PRISM 3100 Genetic Analyzer. Thus, we achieved three mutants, i.e. N264SS287P, in which Asn264 was replaced with Ser and Ser287 was replaced with Pro, the N178D mutant, in which Asn178 was replaced with Asp, and the F116LI137V mutant, in which Phe116 was replaced with Leu and Ile137 was replaced with Val . The overall structure of the MU-RLuc model involving five mutated residues (F116L, I137V, N178D, N264S and S287P) is shown in Fig. 4 . D178 is located at the cap domain (146-230th residues) and L116, V137, S264 and P287 are located at the α/β-hydrolase fold domain (1-145th and 231-308th residues). The distances between Cα atoms of each mutated residue are above 8 Å. The result of Ramachandran analysis for the MU-RLuc model is shown in Fig. 5 and Table II. The WT-RLuc and MU-RLuc models have 97.0 and 96.7% of the residues in the favored conformation of Ramachandran plot and no residues in the outlier region (Table II) .
The S287P mutation slightly decreased the favorability of the conformation, whereas the mutations of F116L, I137V, N178D and N264S did not change the favorability (Table II) . This result suggests that the S287P mutation may induce the conformational change of the main chain around 287th residues.
Solubility and thermal stability of the RLuc mutants
The N264SS287P, N178D and F116LI137V mutants were expressed in E. coli BL21 Star (DE3) at 34°C. After cells had been disrupted by sonication, the supernatant and precipitate fractions were subjected to SDS-PAGE, and then their protein amounts were estimated by using Scion Image software. As shown in Fig. 6 , most of the wild type RLuc was detected in the precipitate fraction. However, more than 30% of the N264SS287P, N178D and F116LI137V mutants were found in the supernatant fraction, showing an increase in solubility at 34°C. We then attempted to examine Results shown here are average data of twice experiments and deviation is <10%. Fig. 3 Stability of RLuc under different pH conditions. RLuc (0.4 mg/ml) was dialyzed against various buffers. After the dialysis, samples were assayed for pH stability. Bioluminescence activity in Tris-HCl buffer, pH 8.0, was presented as 100%. Results shown here are average data of twice experiments and deviation is <10%. the thermal stabilities of these mutants. After purification, the relative activities of the N264SS287P, N178D and F116LI137V mutants against the wild type were 150, 141 and 119%, respectively, showing facilitated activities. With the exception of N264SS287P mutant, they were a bit unstable during measurement because they were very low concentration by dilution with a large amount of reaction mixture. Samples were incubated at different temperatures for 5 min, cooled on ice and residual activities were then assayed. Figure 7 shows that wild type RLuc retained full activity up to 35°C and were inactivated at 47°C, whereas the stability of the N264SS287P mutant was maintained at a temperature that was 5°C higher than the wild type. The F116LI137V mutant showed a transition starting at 30°C, which was 5°C lower than the wild type, and ending at 52°C, which was 5°C higher than the wild type. N178D mutant was almost same denaturation profile though it appeared to be somewhat lower transition starting than that of the wild type. Thermal melting was carried out using thermal shift assays. As shown in Fig. 8 , wild type RLuc had two peaks, i.e. 38 and 44°C. Although the F116LI137V mutant also had two peaks at 37 and 52°C, it showed a slight decrease in Tm in the former peak and significant increase in the latter. The N264SS287P mutant only had one peak with an increased Tm, 48°C. The N178D mutant had two peaks, i.e. 39 and 44°C, which were almost similar to that of the wild type. These results indicated that the stabilities of the F116LI137V and N264SS287P mutants increased while that of the N178D mutant was retained.
Discussion
We expressed RLuc in E. coli and purified it using the Ni column. RLuc may be unstable under higher temperature conditions such optimum temperature of mammalian cell line culture because RLuc was mostly detected in the precipitate fraction of E. coli at 37°C. Therefore, recombinant RLuc is normally expressed at less than 37°C when E. coli is used as host (Loening et al., 2006; Loening et al., 2007; Woo and von Arnim, 2008) . Purified Rluc was unstable at 30°C even if its protein concentration was 0.9 mg/ml (Fig. 2B ) and the activities of preparations were variable. SDS-PAGE analysis revealed that RLuc was detected more in the soluble fraction at 30, 25 or 18°C than at 37°C (Fig. 1) . Bioluminescence (activity), which was directly analyzed by LAS-1000 using colonies grown on plates at different temperatures, paralleled the results of SDS-PAGE analysis. Therefore, a more thermally stable RLuc mutant may be obtained if colonies that retain luminescence at higher temperatures can be screened. We attempted to screen a colony that retained luminescence using a plate assay at higher temperatures, and successfully obtained three mutants, i.e., the N264SS287P, N178D and F116LI137V mutants (Fig. 4) . The bioluminescence activities of the N264SS287P, N178D and F116LI137V mutants were 150, 141 and 119% higher, respectively, than that of the wild type. RLuc is composed of an α/β-hydrolase fold domain and cap domain. The α/β-hydrolase fold domain has a characteristic α/β-hydrolase fold sequence at its core and shares a conserved catalytic triad of residues employed by the dehalogenases. The cap domain of the enzyme was expected to be flexible for the purpose of substrate binding (Loening et al., 2007) . N264, S287, F116 and I137 were located on the α/β-hydrolase fold domain and N178 was on the cap domain. The results of thermal shift assays demonstrated that the Tm of WT-RLuc MU-RLuc
Number of residues in favored region 294 294 293 (97.0%) (97.0%) (96.7%) Number of residues in allowed region 9 9 10 (3.0%) (3.0%) (3.3%) Number of residues in outlier region 0 0 0 (0.0%) (0.0%) (0.0%) Fig. 6 Localization of the mutant on SDS-PAGE analysis. The mutants, which were grown at 34°C, were collected and disrupted, and the supernatant and precipitate fractions were then subjected to SDS-PAGE. M, marker; S, supernatant fraction; P, precipitate fraction. The filled triangle shown next to the far right lane indicates the mobility of RLuc on SDS-PAGE using a 14% acrylamide gel. Fig. 7 Thermal stability of the RLuc mutant. Samples (0.1 mg/ml) were heated at different temperatures between 30 and 55°C for 5 min and assayed for enzymatic activity after 5 min on ice. Results shown here are average data of four times experiments and deviation is <10%.
denaturation using thermal shift assays (Fig. 8 ) was higher temperature than that of residual activity at different temperatures (Fig. 7 ) though the denature profile was similar. It is predicted that inactivation of RLuc starts due to the surface structural change rather than the core since thermal shift assay detects the exposure of hydrophobic surfaces. The N178D mutant showed a negligible peak shift over that of the wild type. This result indicates that the stability of the wild type may have been retained, which is consistent with the results for residual activity at different temperatures. The MU-RLuc model assists the interpretation of these experimental results (Fig. 4) . The conformations of D178 and its neighboring residues in the MURLuc model were almost same as those in the WT-RLuc model or 2PSD (data not shown). The hydrogen bonding interactions of the 178th residue in the WT-RLuc and the MU-RLuc models were also same (Table III) . These results suggest that the interaction between the 178th residue and its neighboring residues is not changed by the N178D mutation. The structural conservation around 178th residue may be one of the reasons why the N178D mutation does not affect to the thermostability.
As shown in Fig. 7 , the F116LI137V mutant retained its activity up to 52°C, which was~7, 5 and 2°C higher than those of the wild type, F116L and I137V, respectively. However, the I137V mutant lost approximately 25% of its bioluminescence activity even at 30°C (Fig. 7) , indicating that the single point mutation of I137V was less stable than those of the wild type, the F116L mutant and the F116LI137V mutant. Meanwhile, the independent mutation of the F116L had little effect on thermostability (Fig. 7) . Therefore the F116LI137V double mutation is necessary for the stabilization of RLuc. In thermal shift assays, the F116LI137V mutant showed two peaks at 37 and 52°C, while the wild type showed two peaks at 38 and 44°C. Namely, the latter peak significantly moved to higher temperature. This result indicated that the α/β-hydrolase fold domain was stabilized by introducing a mutation to F116 and I137 in α/β-hydrolase fold domain and the latter peak shows the stability of the α/β-hydrolase fold domain. Thus, these results suggest that some interaction between L116 and V137 may stabilize the F116LI137V mutant. However, the distance between Cα atoms of L116 and V137 in the MU-RLuc model is approximately 8 Å, so that L116 and V137 in the MU-RLuc model do not make the van der Waals contact with each other (Fig. 9A) . It is presumed that the conformational change of not only the side chain but also the main chain around 116th residue and/or 137th residue is needed to make the interaction between L116 and V137. In actuality, the average Bfactors around the 137th residue in the structure of 2PSD are slightly high ( Supplementary Fig. S10 ), suggesting a locally flexible. These structural properties may be possible to make the interaction between L116 and V137 by changing the conformation around V137.
The thermostability of the S287P mutant and the N264SS287P mutant was maintained at a temperature that was approximately 5°C
higher than that of the wild type (Fig. 7) . Moreover, in the thermal shift assays, the N264SS287P mutant showed only one peak at 48°C, while the wild type RLuc showed two peaks at 38 and 44°C (Fig. 7) . These results indicate that the S287P mutation is effective in Fig. 8 Thermal shift assays of the RLuc mutant. The RLuc mutant (2 µg) was mixed with 2.5 µl 250-fold dye and~20 µl 0.1 M potassium phosphate buffer (pH 7.6) containing 0.5 M NaCl and 1.0 mM EDTA-2Na, and then heated from 20 to 80°C by increasing the temperature at intervals of 0.015°C/s. The 137th and 264th residues in both the WT-RLuc and MU-RLuc models do not make hydrogen bond with around residues. the stabilization of RLuc. Loening et al. (2006) also previously reported a modest increase in the quantum yield and larger increase in light output by the S287L mutant, indicating that the 287th amino acid is important for the RLuc structure. In order to clarify the stabilization mechanism of RLuc by the S287P mutation, the structure of the MU-RLuc model was scrutinized. The 287th residue is located at the η5 helix (287-289th residues) where is neighboring to the catalytic residue H285 and the interface between the α/β-hydrolase fold domain and the cap domain (Fig. 9B) . The MU-RLuc model indicates that the number of the van der Waals contacts between carbon atoms of the 287th residue and neighboring residues is obviously increased by the S287P mutation (Table IV) . This result suggests that the S287P mutation may increase the hydrophobic interactions between the 287th and it neighboring residues, and consequently the structure of the α/β-hydrolase fold domain may be stabilized.
The high flexibility around the 287th residue in 2PSD, which is expected from the high values of the average B-factor ( Supplementary Fig. S10 ), may be also decreased by the S287P mutation, because the backbone conformation of proline itself is very restricted (Williamson 1994) . The conformational restriction around a catalytic residue H285 due to the S287P mutation might be an important factor to increase the thermostability and activity of RLuc. Moreover, the Ramachandran analysis suggests that the S287P mutation may slightly change the conformation around the 287th residue. If the conformation around 287th residue is changed by the S287P mutation, it will affect to the interaction between the α/β-hydrolase fold domain and the cap domain. Then the flexibility of the cap domain may be changed, which might contribute to increase the thermostability of RLuc. This hypothesis is supported by the result of thermal shift assays (Fig. 8) . Namely, the N264SS287P mutant only had one peak in thermal shift assays, indicating that the stability between the α/β-hydrolase fold domain and cap domain increased.
Thus, we successfully engineered two thermostable mutants of luciferase from Renilla reniformis by random mutations using errorprone PCR. In particular, it may be difficult to obtain a double mutant like the F116LI137V mutant by site-directed mutagenesis, showing the availability of random mutation by error-prone PCR in protein engineering. These mutants might give us improved applications (e.g. live cell imaging for long time). More thermostable mutants may be obtained by using this method in the future. Furthermore, the combination of these mutations will further increase the thermostability, leading to a novel application of RLuc as a research and industry tool.
Supplementary data
Supplementary data are available at PEDS online. Fig. 9 The structure of the MU-RLuc model. In these figures, white and red ribbons show the α/β-hydrolase fold domain and the cap domain, respectively. Green sticks and yellow sticks show the mutated residues and the catalytic residues, respectively. (A) L116 and V137. Yellow dashed line shows the distance between Cα atoms of L116 and V137. (B) The structure around P287.
